WO 2004/1 11211 PCT/JP2004/007322 



m 

*t1-527*fetfsfc5 0 W», <^K. 19 Hfc*a&>fe 20 flfcfctawtr 

o 

¥*i*anUC*5!>, B^fcfcVY-Ctt^ffl 700 WSk±^m»m.^ 400 #£JUh£>ffF 



i 



WO 2004/111211 



PCT/JP2004/007322 



; Embryonic Stem Cell) t # M !H Jf ft 5fe <D # # J3& (MS ftBj&; Marrow 
Stem CeU)jfe^^^TV>S 0 
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w&*smx*&\), fa^&fevx&mmwt$tizi®m*'&zzk&>&mx&<9, 
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2) mmKm^^(D^mumm^m^t^tcmmmmmmm^ ferm 
bp-08645 xhzm&mi iz.mm<Dm<Dmm*m^zmj&&i®L&i-zJjfeo 

5) Mkmm£fttcm<DMmmwmmx&>zMm d ~3)<^i**i^;iiBit£<D 

8) ^^^tL^^lg^i-^lfflJi&^^^^fe^lB 1) ~3)<DVN-ftb 

9) tufa l)~8)<z)v^-r^^^*■^fe^v^T^b^m^^,^J!ira^s 

10) mm^^mmxh^mm 9)Kw.m,^nztm 0 
id mmmwMffo-vhzmm 9)\z.mm&tiz>mi& 0 

12) mm$mitMMxhz>mm 9)Kmm£tiz>%m 0 

13) m^_h^gijjg-efe^tuiB 9)iz.m$,&thz>$®m 0 

14) ^fflJiS^^iax^^HUlE 9)^fB^tb5^fflJfeo 

fc£oX?££tltz.!$M 2000-83656 ^AmicXoX^fj:ot^\ -f-^t>ib, 
Xf^mm^W^^V^—^^m^tz.cDh, n% 100 &>£Xf 150 n m ^y^^x-y 

^hw-^ 3 ^i-stmi4j!iM^(D^^^m-ww^^^$n§(igi)„ 
^ti^mm(D^mmm^^mmvxm^tizmmwMmmmmm(Fi 

broblastAdipocytes:^T> FA^-fS) %mttmmVXfr{mmirZZtK£^Xm 
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lS3BJKj#fflJ!t3 (Porcine Peradipocytes derived from Matured Adipocytes :PPMA N J^TP 
MJSKlUT, J$m%ffiffllfcfrbMfr4k£ttft—m<DPA}-Z, RT-PCR fegrfflvvc 

js«FttH^v (eat PPAR 7 tPfc-r^ Jba!),#«iBja©^ftas»!ii8»t5ftjeta&^ 

fcS Cbfal (^gk) ^J;t5jK#BJiao^aSlt*5ttS«fc3fe^»d»*>* Myf5 (TIC) <o^t 
ti^ti%1rX\z.ftm.L.X\,^^vtemffi,mxlhZ> 0 ^t>%, fl£fc3V>teJ3IJI£ 

M(D®m^—%—&irxKmmsX\,^^Tvtei®mmxh\)^ r^^^n^ 
nwcm xmmmmm^m^mm^mm^^- K-f^xb&m \^m^< mm 

*3£ U S:te#-^ FERM BP-08645 (*ffi 0 16 ¥ 2 20 0 ) >QS#$tUTV ^. 

mr±, llg]imifc&>MiSt£^ 
i-o 

a ; 7*<Df^mBj3mte<D^h*~>y m&Pk&ztixy ^„ 

B;GFP ^9^S*©^IBI»3»JIS©*3fc«««»<ft«r^bfe. ttfeitWtolMtosS 
^#©3&5Mfc»*:^llfcT*?-o PPAR 7 . Cbfal (tfS:)S3it^ MyfSCTS) 

S3tt, ^Mo^^jjij3S^^^*^i-^PA^^^mbfc#^^j^©®^^ 

A. £«Pf 28 0^iC*5^T7^y^7T^-if^tt(Z)#^«^-r o 
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A. >MIE: o ^CftfC Myf5 ^^,UTV^^V^ 0 

b. ^it^4 0 ^ m> <Dmj&<omft *c My© <D&mmmt$Mo 
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A. 16 0 «tej8lt«#BRK© PA ife#^lJ^^^k^^#bfc#-a-^ 
shown) 0 

B. $Mfc*i*»16 0^^*5ltST/WiXTVr//V-^^^bfc o ^^^^m^^ 
A. $Mfcf|ig 14 0 ^^*3tt5T/^>T^^-^-fe^^^U^ ^(D^^^l 

b. ^b^wi4 0 m^^h/^^i^^—m^^vt^ %$h°<D%m&*k&£ 

c. Mtmrn 14 b ^{c*5tts='7-y>'^^7 e 2^^^^ < ^^uy u c 0 

► 
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014 MMM(D^mm'mm^m^i-^PA(GFP-PA)^itmm^tc.%m± 
Bz$®m (me) <Dm$kffi¥m&7F-t 0 

A. =»7—^^3^5ci**2 0«^*5JtS GFP-PA &£Tf ME(^S0©3t^B« 
0Mtofc3*Ufc. 3#^ig#T<Z> GFP-PA :}o£tf ME tt^1*;ftfc*fc|§^j!WJte«© 

B. 3y-^^y/V3^C7nit#2 0 SHcfcttS GFP-PA te£.Tf ME(^P) ©f3fei^ 
GFP-PA T?fc5r.a:dSflfeB8"Tf#5 0 if£M<D ME ttafeteufcv\, 

015 r*. ^jfef9©^3»jiiis»iiian:*3te-r5PA (gfp-pa) sr^wb^ft**/t*«Lh 

(ME) Olffi^lt^t. 

a. Mtmm 28 0 « N ^B&«^uT?Lw#^^^ufc &m . 

GFP-PA Si^Tefe^ *frfc»J:ft*IBia*©tettfcSEflSU JfiUfefllatSr^U 

016 « % ^ife^O^JIiJteiUlfe^S SPA (GFP-PA) *frfcm®&*£l£$Lm± 

i&mfc (me) ©mwbws^-*-. 

A. 28 0 ^^h^y ^ffe&Ufc GFP-PA ^3«tD« ME (fcSO <0%^mS6i 

fa<Dmm<&m^t^tfrb^nb<D±femfom<DMifefc gfp-pa 

0 17 te % ^jfeM^^Jiilfc^JfiS^* *-f-5PA (GFP-PA) tr^b^m^^c^JiftJb 

(ME) ©«HW»^Jf «^-t- c 
A. 5MbR3*28 B«s^"^HPVy>4fefeUfe GFP-PA *5«fctf ME (^DO^^KIR 
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a. nmfwfa^tsrimmistefroK. pa &^ut, v^-r^^^imM^jia^co 

b. ^Mbftgj 12 mr$mzwfz> pa <D%^wmm@L&^vfc 0 nwmmm<D pa 

c. Ngios-is mmw^vt^o N g io8-i5 n^m^m^mnm^ 

m 19 y± s «Mo^J3iK*^ft*i-^PA^^b^$*fc#»j^<^®^c 

b. ^Mbft** 17 utra^ nmmmm<Djfm^vtc.mm(DW^-u^mm^ 

D. Mmm> 17 B#Sa^ #^»#0^^b/c^J^(^^^ MAP2 ^L^-C^-fe 

e. shoe** 17 wmm, &mMm<DBn&^tcmm<D&tf-~-u7^*>h 
m 20 ^»j©^^^<^^iii^is^s^t-5PA^^^-^/c#0ifflj^ 
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X%£&£tltc 0 

E. 5Mfc«§3J 17 H#W8L #«J8&#0^fl£^LfcL«^ MAP2 #L#-Clfe&£*L 

o mm^immmm^mu 10-20 0 mmm^mtx\ \ 

y^—m^^-^;vi%m^m^\ io~is n mmm^notx<, ^'wmm.x^ 
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T^lM^yV, ITSC-f^y^-h^^^y^.-fel/r^A), Hepes 
(N-(2-Hydroxyethyl)piperazine-N'-(2-ethanesulfonic acid)) lktf!kM%W$\Vfc.$? 
s<y=i^ms(—y 7 Vl%mtm\\ 10-18 Brait^£m£<fc<>#»Jfe-m. /3- 

mm<Df£fa\mmts^ ^'i^m-t^t\-^x±mKmmm^mmvtcmmm^ 

fBWffltikvmfeia^ ffi&zfem^X&Z Myf5 N MyoD #>£X$K*tf=->'tfim^£.Z> 

mti,xmb£v\ 

mMMfcmfe\^xB^frz>h<£>xnt&\ 

(1) ^J3MJfelfflJ3ao##^l^^^teme^ 

^^ < 3:^!>^(D^TJiiJtem^ t t'©^J3iJ^^Jia^ffiV^T N 2000- 
83656 ^#^|E«Ufc^^SJ3l^/« * ^OPA^^f^fflbfCo 

m^BM4g ^l%^9^fi — "If (TypeII;SIGMA) m&<D Hepes ^^^^y^m^ 
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— tf Jl^M (Hepes-DMEM; 0 fcAtU =*9tf1 — "gjim&ftotc^ i~^u 

>-*yi/~\z.xmmu Mj&mnmzmc. ntotitz.mmmmm* 3 io6gt^ 

>fr#StU ±mfcftM£tl&mfammmft*mMft3%FCSmn Hepes-DMEM 

mm\zMx.. 3 frm, io6Go^^gi^ 3 mm^M-r^tx. ^m^mm^u 

fc 0 ^-mm^^^m^^^y^^ (Falcon,3107) 20%FCS, 1.8mg/ml 

NaHC0 3 4oj;TJ? 0.08mg/ml #1-^4^ls-^tm&$:WMl,tc DMEM mV&X??^ ft 

*&±iz.mtc^ 37^, 5%co 2) 95%&n.<DHmzm%ji,frmwtjfxigmmmte 

^?<Df$mmmffe&%:<DFAte, mmteMM-m&mU HcfcDEX, INS, IBMX 

tfsfcti^tufc PA £l X 10 4 ceUs/ml i:ft5<fc5K: 20%lk?t^nbfc DMEM igitef? 
^£i£fc 0 ^rCD^. ="7-^V^-r^l^M*b/cm^*fflOitfti[L (Falcon, 
3001) <F^3f «U 37°C. 5%C0 2 , gsro^^^ra^bfc^^f^^Sl^ 
tC^eUT^bfeo ft*5, igl&CD^gl^ 0 r^JL^Tofco 0 =<>-7/^ 

l/Hz.mmi,fc PA c^itJfe^r O.UMfW^/yfcJ;t>' 10%jfiLm^Pbfc DMEM 

mm (Mm mmm) msufeu 10 0 mmmvrc 0 

(GFP) i&tettmXVfrh^x^^yf^VxV) 6 Mi^coll-v^ J^&Ut&T 

<9±tBi:^o*-feT% ^s&mmM&nx. ±mtmm^mmi-^tx, mm 
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^vx<Djm*mffiimfa&%:(DFA^ m^mm-m^mv, *fcDEx, ins. ibm 

¥-mmmmm&&<DPAW(GFP-PA)kvxtfFmtstitiimiB) 0 ur. mm 
ffl*<DPAtemm^m£ftfdb<D*m^fc 0 
f^w^ttfc pa n±mtmm<D^mxm^u mmsB^ ^^^i^Y&mv 

PA £>igi&& 0.1/zM ^D-tpyi/teXTf 10% jfo.fi! miJUVtc DMEM igift {frQM 
WU&m^ PPARy , Cbfal &£T3 Myf5 <E>3§m£El2^Wh 0 
(2)frfiMtDlim 

■^hvv?x<Dftm&mmkL,xftotc D 

1) T/lsjjy*X7T?— & (AP) *3,fctjyvf/W«/K (OR) O 
])**-7T*—1? (AP) *5iI^^/H/5/K (OR) O X~mm^Vti 0 i%mW.tp (Dftjtm 

mmmz. imi <d 20 &m&w.vxmmfe&?Tt£<>fc 0 

mm^m^^vtL(Dfb, mtuz. 2mi <z> 4%*/wuy«i, k?&-e 1 ^ra^g 

Ufc 0 @^f£3r|&*Ufc<£>*> N 2ml OSWtKT 3 ®$G#-bfc 0 40 nfg (D^t^Y?^— 
BB (fP3fe^^) £^?Lfc 0.1M YVxmmWL (Tris-HCl pH9.0) 50 ml \Z. 8 mg -}"7h— 
7\s AS-TR ~foX~7a^ — h Na (SIGMA) ^^^>&\Vtc 0.5 ml n-n i^^/V^A-i^T^R (fa 

^^)^^Lfc 0 s&k M g ci 2 ^ux.tc.m^m^m^u ap m^m^mm^tco 

oV^-X? s Wc AP m&m& 2ml ^Bx., 37°C^1gmif rttc 1 B#Wi£«Ut 0 AP 
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SfefeifcSrlS&feUfctf)"^ 2ml <DMm7k-? 3 tU^Wc 0.5g (D^/UU^V 

O (SIGMA) Wfitilstz. 100ml (DW7xi\? >VT fls^x— >VhW&i*$: 3:2 ©Jt^t?iS^U 
fc<D*>*i»Ufco 2ml <D ORO ffefeiteSrAll*., Ml"? 20 &m&UV1t 0 

^(D^mmmm^mo pa &Mmm i6 0 ^^©^j»igj»»ijia65i5 
© pa H3Mfc»u* 12 0 z*L^ti±mtmm(vfflfe%fe%^^xMm&®mis 
K<Dib.y^mmffimPBs)^mftvtc 0 2%mwt4k7km7S<i pbs -r-3iusfe^uT^H 

jEftskmmV PBS T? 20 ^M^^^Ut©*^ ^^*^V-»^Lfr (400 
$03r4°C, 20 ^MSlS§*/to PBS -C2|IR5fc*IM& % *R^^-^fl22?5ctfi:frT? 30 # 
^Si^^fcO-fe, PBS -e2[Hlgfe?^Ufc 0 oV^\ ABC f*^"T? 60 #MSJfc£*fc. R 
^ N Tris-HCl-egfe^brcO^. 10 &m DAB SfefcUt, aKe*^3lIli5fci£Ufc©*>. 

3) ^i/n^-tf-^fejfetvon Kossa histochemical methods) 
^*©J&iygJte«Ei35fc<D PA^-7^(D^MflSlfflJ^*5lt© PA 

mm (pbs) -e3m^ufc 0 5%mmm pbs ^*ausatueflse> 60 #ra?t}*uh 0 

- ,~v ■ 

.. (3) 'W^mmtmmm^^m^m . 
M^/^^A^jit^^^^A^^vN pbs x-3m&&i,ti<Dibs o.i%hj 

^^joiU? 0.01%EDTA Sfe&P PBS -T?3#l8J#MgUfco *MB#^^teKKUfc©«r 
«ffi&Ufc©*>, 20%^> FCS WM DMEM igi^P^TM^^-^ >S«£3I 
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&K.*#mm*&m£ivit> ±m<Dtesjmm*ti&i\* tww^o#s £ *wasr«i# 

%,mWiM&te<D PA ^:tt^ttlX104 cells/ml bttZ&fc 20%MmfflJUU£ 

dmem ita^s^^-^fco ^-^^^l^m^vtcmmmmmom 

mSSL (Falcon, 3001) ^IdSl, 37^. 5%C0 2 > 95%^©^ldWfi&Ufc^Bfc«f 

^*^«rt^#muT^«ufc 0 j#jffio^m«4 0r^^^Tofc o zfjKD&mnsb 
mjfa&&(D pa p m^, ^v*<D&i&msJiitoifo&&<D pa t±*&«5 0 

>y;V=^h\mm\,tz. PA <D$gi&& 50 /i M /s/fKnn/^^, 10%jfiL?*«iPUfc. 
DMEM if «i \Z&mU 10 0 Mi#*Ufc„ 

l)Myf5 *5cJ:T^ MyoD £t#:fc.fc5&g8fe£ 1 

^^l^^,y^^«^(PBS)-egfc#ufc 0 .2%3fiSMb7K3H7k pbs -C3ieiaaj*u 

t©*,, jE^jftLff^DD PBS -e 20 ^R^ny^^UhO^ Myf5 £>3V>te MyoD fet 
#(400 3?T3R)£4 0 C, 20 BStoSJ&S^fc. PBS T?2®Sfe^ N *3Rlf ^^2^ 
feL^t? 30 &WKJfc£*fc©*>* PBS -T?2HI?5fc^LfCo OV>T? % ABC 60 
fS^-frfCo Tris-HCl-^Sfe#-Ufc<^t) s 10#IWDABlte'feUfco S@7K"e3|iIgfc 
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2) ^^^tm^^mm^, 
-7*<Djffl,ffiii}im&&&<D pa teMtmm 10-18 nmz, -?vx<Dj$,mnffims& 
&&<d pa n^tmm7-io Bm^±utmm<DmM^m^m^^xn^m^ 

tc(Dib, y^M^(PBS)-^3HI^bfc„ 2%i^^b7K^7KPBS-t?3lHl^U-ri^ 

iE^iL^^P PBS -C 20 ftM?vv*^i?Vtc<Dlb^*^-l/1fcm300 
4°C, 20B#ME0S£i*:fc o PBST'2lUgfc^ N ft&tt'?>'{k2#&tor<* 30ftmfc]& 
£i*:fc<ft*N PBS -e2[Hl^L^i 0 oV^ % ABC WSlT? 60 #5QS/&£-frfc 0 RJ&SL 
Tris-HCl T*?5fe^bfc<Dt>, 10 #|RJ DAB ^febfc 0 ^®7K-e3|H^bfc(D% N Jg& 

it 0 ^©MiMSSi© pa «t!9^t:il*$ttfc^JS8^« N ^-fkteifeSl^i 

mmm^mm<D pa xvftimmztituffiwmm*. wmwmm 10 a * 

(6) ^MIMji^feMB^^^MM 

MnRfi%®]fa&te<D PA £ N -tn^itlXloS cells/ml ^«i5fc 20%jfiL^^Pbfc 
DMEM i§t-fe^S^$-li:fc 0 ^tf>#, ^—?l/$4^\%WM\^mM^^n<Dm 
m.W. (Falcon, 3001) tf»fcl#BU 37^, 5%C0 2 , 95%^<D^fciiffjLfc^^# 

ra^/Vot^hfclf PA <DJ#i&3:5 ju g -lV;*y >\ 50 M T*=a»tf S'St 10nM 

y?y*7*~ %i/?mm=?-&i ^xm%skmmMvtc dmem ^(^bfi^ 
m fc£&u 7*<Dj&mmMi&m&<D pa » io-is 0 m&mu -??x<oj&mn 
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1) 

- (ab) -e^-fewto it*jnLtp<^^t:^#itiffi^ imi cd 4%^/^y^^^qb, ^ 

20 ^ra^gbTMH^^ofCo *&@^^^U^:<D*> N mtckC 2ml © 4% 
fit 1 ^ra^Bb^: 0 @^&&|&:feUt<Dl^ 2ml(D^®7K-e 
3 lU^^Wto lOOmg CD AB $r 10 ml <D 0.1N HC1 K&MV, UMVX AB 
#bfd 0 oVvT% 2ml CD 0.1N HC1 ^tt^HSLfc^m^AtK 5#59^T-e 
Wt„ 0.1N HC1 £B&*UcCD-ib. 2ml <D AB 30 #IWS^Wc 0 AB ^-fe 

m^m^tKDib, 2ml CD^TK-C 3 H]^bfc 0 
2)b/W^X?Vl--^& 

^CD^JiiJte»*5fecD PA }*^bBI*8 0^^^^CD^J!g^«S5fe 

cdpa^^-^^14 0^^ x &,TK^-r^mx'm^m^tc(Dib, tvw^^/A- 

- (TB) T^-feUfCo igmm.cp<DMkmmmm<l lml <D Rossman' s @^^»U 
^ti.T? 20 ^•W^gbTtfr@^^fT^ofc 0 lft@^%tebfccD^, mtdtZ. 2ml CD 
Rossman' s @S^^P^ N MUX 1 B#ra#ffLfc„ @^&B&5feLfccD-ib, 2ml cdH 
WtK-C 3 mSfe^bfc 0 ol vC% 2ml CD 0.05%(%) TBM&mfc 60 #W^*-r5^Kl 
iot^ti TB ^^^^^bfcCDfe, 2ml (DM^fcX 3 [elgfc^Wio 

' 3)37- &i'?k'72&mz.£%$>,m%£& 

cd pa teMtmm 14 ±.^tmm<Dm^^m^^xm^mMvtc<D^ 
v>-mmmm(PBs)xm&i,fro 2%^mv^m^Mxji. pbs -?3iii$g}£lti*ib 
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jEftjfcffimfiQ PBS t? 20 &m7ny^jruit.<Dlb, =7— yisf^TfiCfc (1000 
^)&r4^C,20 ^FraSiS^fc 0 PBS T2HJSfe^, ^tf^Wb2^^T* 30 
#M^&£i3:fctf>1b, PBS -C2lHlSfc^Ufc„ oV vC\ ABC W^X 60 #K®&£ii:fc 0 

sjssl Tns-Hci x*m&\.tc<Dibs io ^-p^ dab ssfeuto m^x3mm^\,t^<D 

*Kfcft#*B«l©*llMIW«rBai2(A-D)|c*Ufc. ^**©J$!fclIB]»»IJ& 
i^n— /l^T?£>5 L6 ftUfitfc^fttC AB TB Sfcfe:|8£tW— ^*^2:feft 

(8) ^MIIMj^lAb^Ml^^i^^^ 

«aj&*3fe©PAttc(GFP-PA)Srf^fflbfe„ #|g*&<0»£®«§^;*<D?Ufc*l. 
$U;9.Emerman£>(Proc. Natl. Acad. Sci. USA, 74:4466-4470, 1977) tfXfrfe^o 

r?LH±^:^«(ME)^Siufc 0 i-^*>, ajftftR* PBS T* 3 E^UfcO*,, 
0.5%(w/v) h V ^iX^ + O.OSroCwMEDTA $fttfti^» Lfc„ oV>T% 
37°CT- 30 U;/t<D^ % 0.1%(wAr) I Say^ — - if*5«fct*5%FCS(v/v) 

^bPUfc DMEM Sr^T* 37^-t? 45 &|RHfc#(100~120 HI/^)U/c 0 ^rO 

^.flBMW^^^ i a(X200g„ l^m)VX±m^^Vtc<Dib. 10ml <D 10% 
FCS 3&bn DMEM -dS#^$ii:fCo I^^CD5S^^a?r3lHli-?.ii^oT, jfa.$t 

^m^mmwm^m^vtio mmmmm^ 150 nm (D^yiy^xm^vxmmt 

- i^ltt^r GFP-PA &J:U? ME & 20%l6L^^nUfc DMEM i§±fifcff#^$^ v 1 
^3^^^(1.5%)rt^-r3^7ni§^^^ofe 0 J#»2B^;ire 20%jfiL?f^P 
DMEM mi&X\ ZfrlSkm* 5.0 mg/ml ^jfiLfitTA^:/, 5 fx g/ml yo^fy, 1 
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H g/ml f^t^/ls, 0.01%(v/v)ITS $$£X$ 10 mM Hepes ^WMVft^m (ftitffi 

mmm i^mu 37^ 5%co 2 , 95%^(D^mim^vti^m^^mmw:^ 
(9) %m±.&$®m<D m fe^m 

^mtstitz. gfp-pa a* me ic^tmmvx^^t^<D^xmmvtc 0 -r& 

GFP-PA S^CD ME <D¥\fe\m^ GFP ^mUTV^^fia^fcS^^^^ftfg-e 

fcs^s isbK±.&imfam^mzmm^x^z> E-#K^y^ ir^^y^ ^7^^ 
£x$ zo-i<DtjLfc%m^tcfti&m&%mmk^xnte^tc 0 &*5, i#mma^ m%. 

5Mfcft^28 0^,i#«m^(D37-yV^Vv^«9fc:U PBS T^iU-lit&K:^ 
oT^i^JJtfEMJBtf) O.T.C.3^-?^^K (Tissue Tek.) -e&fflWb 0 t©t N =t~/V 
Kb- AT' 0.5 <D^5g^jt^rf^MU/Co SUfi"*- 4%*/wyytfct«L, ^ 

«a-e 1 ^ifg#gi-^t^«tox@^u^:<D*>.y^^«^3S^7K(PBs)"e 3 m 

^^Ufc 0 0.1%(v/v)Tween20 S&ftl PBStt-PBS)fc5#|ig&afUfc©"£> x 1.5% (v/v) 

»>if^jkm»bfc pbs -e 60 ^-m^iy^^n^tco -tossu a* ©i^tt 
fcbfc E-#K-^y>\ tfv^y:/, ^^^.tt* zo- 1^(200— 1000 fg%^)t? 

4<C. 18 ^raS^^-^fdo 200 {g»5Lfc TRITC MLfcv^^MT, 30 # 
50&$-tirfc 0 &wr\ 3i3teT^*3VNT PBS -e2IU^U ll>fc%JM;Ut©*>. 

^J:5^bT#fc^fc^^iMJ^^S5fei-§ ME ©^|R«S^K«rSl4— 17 ic' 
^Lfco GFP-PA »3ft5ci«TT?*^UT*^»S^riti-5i:fc(Hl7)s 

Ufc GFP-PA »- E-*K^y>, ^^y^v^^feW-ZO-l^^-fe^^ 
(® 16—17) 0 rtbfe^lS Id^fettS £5 ^^lil»5SBJiajJ:S5|E-rS GFP-PA # ME \Z. 
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Woodbury fe(J. Neuro. Res., 61:364-370 2000) cO^&i^CTfrftofc 0 i" /«C*?*> % 
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(ll)#M»OlH^fe 

PA ^#^»^^^tLTV^6^t^cD^-eI^^L/c 0 

MAP2 (Microtubule-associated protein 2) SoXXf— at— t^-f^^Hn^KlcfcSrfe^ 

^*#,^b^i2^ram^aM4 > ^^^^^^inum%*/wy>'^ 
2mio4%*/wy^^p^ % ijatin^ifu y>-^«^(PBs)t?sfe^ufc 0 

2%iM^7Riit-PBST'3im^UT^ 

IE^jfiL»aPBST'20^^^a^V^Lfc 
na-n^Klxy7-f, J3 Ill-^-at— ^y^jSi^at— P7^f7 
;^^#:(200-1000{g:^O&:4 o C, 20^^S^^fc o PBST?2®25fc}#^ #3Rlf 
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